A highly sensitive two-site enzyme immunoassay (Capcellia#{174}) was developed to determine the concentration of CD4 and CD8 molecules expressed on the surface of human T lymphocytes.This assay, performed in one step (20 mm), involves the specific immunocapture of T lymphocytes and reaction of the CD4 or CD8 molecules with an enzyme-labeled monoclonal antibody (mAb). The resuIts were expressed as molar concentrations of the T-celI markers on the basis of results obtained with calibrated CD4 and CD8 standards. The assay was sensitive enough to detect 0.4 pmol/L CD4 or 0.8 pmol/L CD8, which corresponded to -20 x 106 CD4 or CD8 T cells per liter of blood. Mean concentrations in healthy adults were 17.2 pmol/L for CD4 and 22.1 pmol/L for CD8. The CD4 concentration was <8 pmol/L in 50% of HIV-1-infected patients and in 95% of AIDS patients. Given the epitopic specificity of the mAb to CD4 we used, these values correspond to the concentration of CD4 molecules free of envelope glycoprotein (gp)120. 
IndexingTerms: acquired immunodeficiency syndrome/cell surface antigens/AIDS-related complex/ELISA/Ieukocytes
Leukocyte surface molecules have been characterized and grouped into various clusters of differentiation Flow cytometiy is also used to precisely quantify molecules on the cell surface (2,3). CD4 and CD8 molecules 'Sanofi Recherche, 371 rue du Professeur J. Blayac, 34184
Montpellier Cedex 04, France. Each curve was constructed from three points corresponding to different CD4 or CD8 concentrations of the calibrated cell standard (Fig. 2 ). There was a linear relation between absorbance (490 nm) and the corresponding picomole concentrations.
The limit of detection was defined as the lowest concentration that corresponded to the mean nonspecific absorbance of the conjugate +2 SD. The limit of detection under these conditions was 0. 4 min.
Kinetics of CD4 and CD8 labeling. CD4 and CD8 detection kinetics were studied over different incubation and between 6.3% and 9.8%
(interassay) ( Table 2 ).
Assays performed on successive dilutions of PBMC suspension. (Fig. 5) . Thus, only 50% of the CD4 molecules were detected (control = 100%) after 2 h of incubation with gpi2O at concentrations of 1.25 or 0.4 mgfL of culture medium at 4 or 37#{176}C, respectively. No CD4 molecules were detected at an rgpl2O concentra- Mean values of CD8 concentrations were also lower in children than in adults (14.2 vs 22.1 pmol/L in the adults). The 1 pmol/L concentration of CD8 corresponded on the average to 32 x 106 CD8 T cellsfL in children.
DIscussIon
We have presented a sensitive and rapid immunometnc assay (Capcellia) for the determination of CD4 and CD8 molecules expressed on the surface of human T lymphocytes.
This immunoassay was used to determine the concentrations of these two markers in blood samples from adults and children who were either healthy or were infected with IUV-1 and were at different stages of the disease.
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